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OUR EXPERIENCE WITH IMMUNOFLUORESCENCE
(RELATING TO 250 SERA STUDIED AT THE NANCY
DERMATOLOGICAL CLINIC)

Buil.. Soc. Franc. Dermatol. Syph.

(Bulletln of the French Society J. Beurey, J. Morel
for Dermatology and Syphilis) and C. Gury
Vol 71, 1964, pp 676-678.

The principle of immunofluorescence, discovered by Coons
in 1942, was applied to the diagnosis of syphilis by Deacon,
Falcon and Harris in 1957. Borel and Durel were the first to
apply this technique in France, and since then many authors have
riade an effort to specify the mode of execution of this tech-
nique and to determine its yalug (Daguet, Fribourg-Blanc,
Thivolet). “Our oxperienés, relatin to 250 sera, seems to con-
firm the great importance of the immunofluorescence test [IF] in
the dlagnosis of syphilis.

Technique

Using the indirect method -- 1in agreement with all au-
thors -- we carried out quantitative analyses, which made it pos-
sible to express the results in the form of a titre, which is
the reciprocal of thc greatest dilution of the serum which still
enables one to sce the fluorescent treponemata, Ve employed a
technique which 1s essentially identical to that of the French
authors, and used for autigen, successively, a suspension of the
Nicol strain of Treponema pallidum in physiological solution,
and a commercial lyopnilized antigen, which gave similar label-
ing. DMoreover, we conjared an antiglobulin prepared by us and
labeled witn llvorescein isothlocyanat. with a commercial pre-
paration, Lot ol tnem being diluted 1:20, finding no perceptible
aiflercrice belween the results of the two techniques. The source
of UV . .. a high-precsure mercury vapor lamp (ilB) 200). The ex-
aiminatlon was carried out by means of a dark-ground microscope
with a Zeics BG 12 UV filter.




Value of Test

Each serum was studied both by the classic serological
test and by the treponemal immobilization [TPI] test. Right-
away the importance of a quantitative determination of the
antibodles became evident. This determination, which 1s diffi-
cult to carry out with immobllizing antibodles, is easy to
realize with IF. DMoreover, in this case the practical problems
of carrying out Nelson's test do not present themselves,

But does the IF test possess the qualities of adequate
reprodu:ibility, sensitivity and specificity? Let us consider
this problem in the light of our experience: the analyses car-
ried out several times In succession showed a satisfactory re-
producibility; the sensitivity, compared with that of the TPI
i35 excellent, since we never obtalned a negative IF when the
Nelson test was positive; a fluorescence at low titers may be
observed in undamaged patlents which, theoretically, is tanta-
mount to a lack of specificity. This defect requires 1n prac-
tice a titer of grecater than 200 to conflrm the positivity of a
test. As for this titer of 200, it scems to us that 1t cannot
be interpreted in isolation: 1n effect, among our sera in this
case, there are some that belong to known syphilitic patients
the course of whose 1llness was followed, while the others have
negative BW and Nelson tests; however, since we have no c¢linical
data about these persons, we cannot prove that tney are free
from syphilis.

Results Obtained as a Function of the Evolution
of the Sypnhilitic Disease

Primary Syphilis. -- The Nelson test is negative, and the
IF is found to be more sensitlve even than the classic serologl-
cal test: in the patients in whom chancre developed in the pre-
serological period (treponema +, BW -), the IF is positive at
titers of up to 800. Unfortunately we did not have any observa-
tions where the IF was carried out less than seven days after
the onset of the chancre. These titers increase rapidly and may
attain 12,800 in the serological phase when the TPI test is
still negative. The titers most frequently met with in this
stage are around 1,600. The institution of treatment entails
a slow decrease which culminates in a negative test in a few
months. Taus, the titer of the serum of a patient with primary
syphilis which had reached 1,000 in ifay decrcased, after a se-
ries of 20,000,000 units of penicillin, to 800 in June and 200
.. September.

ry Syphilis. =-- When the classic cserological test
and t. -».a test are positive, the IF is always positive. In
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to do first of all with nontreated secondary syphilis, whose
titers range from 6,400 to 36,000, the most frequently encoun-
tered titer being 12,000, If the treatment 1s begun suffi-
ciently early, the titer decreases gradually. If on the other
hand it begins at a later stace of the syphllis, the titer main-
tains itself for a much longer period of time; thus, on the
average, the titer is 1,600 in the old, regularly treated cases
of syphilis in which the BW and Nelson tests remain positive.

s catezory the titers vary from 200 to 36,000. We may have

Late, C.in‘cal or Sernli-c1-al Syphllis., At any rate the
titer Gocrciies cpontaneously cven witnout treatment, and in
the old rontreated cases of syphilis without tertiary clinical
symptoms %i.e tlters are lower: thus, ue have observed a syphi-
1itic pa..cat who nad exnibited typieal clinical leslons of
primary &.d secondéary syphllis 25 years ago, who had not re-
celved any treatment and who showed an IF of 1,600 without any
c¢rrent pothnolorleal symptoms (BYW +, Nelson 100%). During the
pnase of the syphllitic diszense in whichh up to now the Nelson
test was the only means of dic;nosis, lL.e., in the period fol-
lowing the time when the clascic cerolorical test becomes nega-
tive, IF reveals itself ecudlly veluacble: in elfect, 1t also
remains posltive at titers vorying Troa 260 to 1,600, Better
yet, ar.cr the total disappearance of reajins and immobilisins,
the antitody respc..zible ¢ the immunofluorescence is fre-
quently still preecie, in titers ranging from 200 to 800. This
confirms the ni-h censitivity of the test and poses the problem
of the origin ol this persisvent antibody. Do we have to do
with the pers..tence of a cleuwed-down treponemal activity, as
has recer.ily cveen proved by Collart, Zorel and Durel in rabbits
with refractory Nelson vestc? Or do we have to do simply with
the slower alioappearance ol ticse IJluorcescent antlbodles? Be
that as 1f may, this hich cern.itivity ol tue IF further in-
creases tne possibllitles of tne lave «ilarnosis of cyphilis.
Our few cases of general paralysis or rontreated tabes cxhibit
very high titers: 25,000 to 36,000, and in these patients the
cephalorrnachidian fluld shows titers of between 1,600 and
4,000, The seru: titer decreases during treatment: thus, a
case of general paralysis treated since 1945 currently chows a
titer of 800, while another cagse of general paralysis, treated
only since 1901, svtill shows a titer of 4,000. When the IF is
negative, tne i icon test 13 always ne~ative., Here we have to
do eltncr with treatved cypallitic patients or wlth undamagced
sut 'cts. Among vhe latter 1t 15 poccible to find a falcely
no . uwlve elassie serologlcal test: wius, IF, Just like the
i.lcon .., makes 1t vossible te sceocle the question of these
Jalse .-.v3, or at least this 15 cur oplnion In the 1lisnt o
the 2,0 2 investizated., Houever, Za;es and Many describe (in
Ceo 205 voree caces of IF wnich ucr. falsely posltive, while
tic lieloon west was negative,




~hus the IF is of considerable interest., Nevertheless
«« be regretted that its technique is still not standard-
T, can conlina the results of the Nelson test, but in ad-
L = slncv it is more easy to perform -- it permits a quan-
e duterrinatlion of the antibodies. Nevertheless, the
cL o immovlllzation test retains its value: thus, a study
filcs chows that in the presence of a 1/200 IF, 1t is
he 1mmopilization test that 1s alone capable of solving the
prob*-n, at least for the time being. The IF is of primary im-
portance for the confirmation of the dlagnosis of syphilis in
the prcsence of a chanere 1n which the treponemata cannot be
dcmon:i;trated on account of a premature local treatwment; and 1t
is sald, by come authors, to become positive even before the ap-
pcarane of a chanere, which would make 1t possible to effect an
eariy diarnosis in the case of possible contamination. Belated-
ly, In the evolution of the treated syphilitic disease it per-
mits, 1In addltion, a retrospective diagnosis when all other
corological tools fail. This very persistence shows how cau-
tious one must be before definitely stating that the syphilis
has been cured.
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